Plaque development of 42 arbovirus serotypes, representing 17 serogroups, was studied in a clonal line (PS Y-15) of porcine kidney. The arboviruses plaqued within 3 to 7 days, with plaque diameters ranging from 1 to 5 mm. Mouse mortality and cell infectivity end points were compared with 24 arboviruses. Arbovirus LD50 end points in mice exceeded the porcine kidney monolayer plaque-forming unitage end point with all 24 viruses compared.
The initial investigation on the use of a primary swine kidney cell monolayer for plaquing vesicular stomatitis virus [VSV; Indiana (7)] was followed by a report (9) on plaquing RSSE and Omsk hemorrhagic fever viruses on pig embryo and pig kidney cells, respectively. Continuous porcine kidney cell lines have been reported to support the plaque development of 14 group B arbovirus serotypes (1, 3, 4, 6, 8, 10) , Mahogany Hammock, and Kowanyama viruses (9) . Of the eight clonal porcine lines isolated from a stable line of porcine kidney (PS or PK2a) cells, the Y-15 line was found to be the most sensitive for uniform plaque production of Japanese encephalitis virus (6) . In this study, we used the Y-1 5 clonal line for studying the plaque development of 42 arbovirus serotypes representing 17 arbovirus serogroups.
MATERIALS AND METHODS Virus titrations. Virus dilutions for titrations were made in Hanks' saline containing 0.5% lactalbumin hydrolysate. The fluid medium was removed from the bottle cultures, and 0.2 ml of each virus dilution was adsorbed for 1 hr at 37 C, after which 10 to 12 ml of a freshly prepared mixture of nutrient medium and agar was added; the nutrient overlay was prepared as follows. Modified lOX Earle's solution was composed of solution A and solution B. For solution A, we combined 203.0 g of MgCl2-6H20, 4 .0 g of CaCl2, and water to a total volume of 800 ml. For solution B, we combined 272.0 g of NaCl, 6.0 g of KC1, 8.0 g of MgSO4-7H20, 5 .0 g of NaH2PO4-H20, 40 .0 g of glucose, and water to a total volume of 3,200 ml. Solutions A and B were autoclaved separately, and it was important that A be added to B.
For the nutrient portion of the overlay, we combined 18.0 ml of modified lOX Earle's solution, 57.1 ml of water (sterile distilled), 3.6 ml of calf serum (unheated), 3.0 ml of neutral red (1:1,000 filtered), 5.4 ml of NaHCO2 (7.5%), 2.0 ml of antimicrobial stock (10,000 units of penicillin G per ml and 10,000 ,ug of streptomycin sulfate per ml), and diethylaminoethyl Dextran (Pharmacia, Uppsala,
For the agar ("Ionagar" no. 2, Colab Laboratories, Inc., Chicago Heights, Ill. 60411) portion of overlay, the agar was prepared as required, as a 3% (w/v) solution in 90.0-ml portions. The agar was sterilized by autoclaving for 15 min at 120 C, cooled to 56 C, and kept at that temperature until used. The final overlay medium was then prepared by mixing the nutrient portion (90.0 ml) of the medium (kept at room temperature) with an equal volume of 3% agar. This mixture was poured onto the cell-free portion of the culture bottle (to reduce the temperature further) before allowing contact of the overlay medium with the cell sheet.
The bottles were stoppered, placed cell sheet down at room temperature, and immediately covered with aluminum foil. After hardening of the agar, the bottles were inverted, incubated in the dark at 37 C, and examined daily for the appearance of plaques.
Plaques appeared as early as 3 
